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Spangler et al., http://www.jcb.org/cgi/content/full/jcb.201301011/DC1 Figure S1 . Electrophysiological parameters of a second independent liprin-2 shRNA, liprin-1 shRNA, and a liprin-2 shRNA-resistant rescue construct. (A) Amplitude of excitatory synaptic response evoked by a single action potential in hippocampal autaptic neurons infected with a second independent shRNA against liprin-2 compared with wild-type cells infected with a scrambled shRNA (scrambled shRNA [WT] : 5.08 ± 0.62 nA, n = 13; liprin-2 shRNA [-2 KD-2]: 3.00 ± 0.37 nA, n = 14; Mann-Whitney test, *, P = 0.021). (B) Quantification of the percentage of presynaptic sites transfected with liprin-1 shRNA that were loaded with FM4-64 dye (GFP: 84.0 ± 4.3%; liprin-1 shRNA: 83.0 ± 5.1%; n = 5 sets of 20 synapses per group). (C) Quantification of the fluorescence intensity of FM4-64 dye loading of presynaptic sites transfected with liprin-1 shRNA (GFP: 100.0 ± 2.3%; liprin-1 shRNA: 93.3 ± 4.2%; n = 100 synapses per group; NS). Intensity of FM4-64 labeling in control cells was set to 100%. (D) Amplitude of excitatory synaptic response evoked by an action potential in hippocampal autaptic neurons infected with liprin-1 shRNA compared with wild-type cells infected with viruses expressing EGFP (WT: 1.67 ± 0.15 nA, n = 73; liprin-1 shRNA: 1.70 ± 0.21 nA, n = 51) (E) Spontaneous release frequency in hippocampal autaptic neurons infected with liprin-1 shRNA viruses (WT: 3.6 ± 0.5 Hz, n = 60; liprin-1 shRNA: 4.8 ± 1.7 Hz, n = 43). (F) Amplitude of spontaneous release events in hippocampal autaptic neurons infected with liprin-1 shRNA (WT: 16.9 ± 0.4 pA, n = 58; liprin-1 shRNA: 16.9 ± 0.6, n = 31). (G) Amplitude of excitatory synaptic response evoked by a single action potential in wild-type hippocampal autaptic neurons infected with scrambled shRNA (WT) and neurons coinfected with liprin-2 shRNA and EGFP (2 KD) or shRNA-resistant liprin-2 viruses (WT: 3.6 ± 0.43 nA, n = 22; 2 KD: 1.45 ± 0.26 nA, n = 28; Resc.: 2.20 ± 0.25 nA, n = 23; Mann-Whitney test, *, P = 0.032). Data are presented as mean values ± SEM. Table S1 . pSuper-shRNA sequences tested and used in the study pSuper-shRNA sequences that were tested and demonstrated a significant knockdown of the indicated target protein in rat hippocampal neurons using endogenous antibody staining. The asterisk denotes the sequence that was determined to be most effective and used in the experiments described in this paper. h-TRC library refers to the human Sigma-Aldrich TRC shRNA libraries (MISSION libraries). Proteins identified with a significant Mascot score in bio-GFP-liprin-2 pull-downs from rat brain P2 fractions. The list is corrected for background proteins, which were identified in a control bio-GFP pull-down. For each identified protein, the list is filtered for duplicates and shows only the hits with most identified peptides. Abbreviations used to indicate the identified proteins: CASK, calcium/calmodulin-dependent serine protein kinase (MAGUK family); RIM1, regulating synaptic membrane exocytosis 1 (also known as Rim1s, Rab3ip1, and RIM1); MALS3, Lin-7 homolog C (C. elegans; also known as MALS3, VELI3, and LIN-7C); NRXN2, Neurexin 2; and Rab3, member RAS oncogene family. The GenInfo Identifier (GI) number corresponds to the NCBI Protein sequence database. 
